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1 ttpromotIr^te - 



AUG 



RANDOMIZED REGION 



3' CONSTANT 
REGION 



°~ + DNA SPLINT 

PUROMYCIN-TETHERED OUGO IS UGATED X nM . . 1PACC 
. _ , TO mRNA (GENERATED FROM ABOVE T DNAL| GASE 
\M< CONSTRUCT) IN THE PRESENCE OF 
A SPLINT AND DNA UGASE 



NOTE FOR SHORT ORFS, THIS 
WHOLE TEMPLATE CAN 
BE MADE SYNTHETICALLY 




IN VITRO TRANSLATION PROCEEDS NORMALLY 
FROM THE 5 TO THE 3' END OF THE mRNA 



1C^ COVALENTLY LINKED PUROMYCIN ENTERS THE A 
SITE AND ATTACKS PEPTIDYL tRNA IN P SITE 




RELEASE OF RNA-PROTEIN FUSION WITH 
HIGH SALT WASH OF RIBOSOME 
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GENERALIZED PROTOCAL FOR SELECTION EXPERIMENTS 



PUROMYCIN 
TETHERED * 
OLIGO mRNA 



DNA 
TEMPLATE 



RNA/PUROMYCIN 
CONJUGATE 



IN VITRO 
TRANSLATION 



RNA 




RNA PROTEIN-FUSION 



AMPLIFICATION 
VIA PCR 
(ADD T7 PROMOTER) 




ISOLATION VIA IMMOBILIZED SELECTION MOTIF 
-PROTEIN -CARBOHYDRATE 
-RNA -SMALL MOLECULE 
-DNA 

-TRANSITION STATE ANALOGS ETC... 



Fig. 2 
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HO-H 2 C 




HO-H 2 C 



PROTECT AMINO GROUP 
WITH (CF 3 CO) 2 



H 3 N+- 



PHN 

P=PROTECTING GROUP 



=o 



-OCH3 



PURO MYCIN 



PROTECT 5'OH 
WITH TRITYL 
CHLORIDE 



CH- 



l3\ ^CH3 



DMTO-H 2 C 



06 



DMTO-H 2 C 



H] (H 

H— N 



O O 



-fHll 11 

0 ^^^O^ LINK 2'OH TO SOLID H— N OH 



PHN 




OCH ; 



SUPPORT ALKYL AMINE 
CPG WITH fc=0 
1) DCC/SUCCINIC 



'3 ANHYDRIDE 

2) p-NITROPHENOL 



PHN- 



-OCH3 



PROTECTED, CPG PUROMYCIN 

USE AS SOLID SUPPORT IN 
AUTOMATED DNA SYNTHESIZER 
f -CLEAVAGE YIELDS 3' PUROMYCIN 
" TETHERED OLIGONUCLEOTIDE 



Fig. 4 
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Fig. 6A 
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35 SMET 
LABELED 
PRODUCT 



Fig. 6B 



NH 4 OH 



VjRG GOUG. CHLOR. [500 jiAA] 
Mg+ 2 [mMJ 9 9 18 9 18 9 18 

tRNA 



43-P 




Fig. 6C 



"CUG" 

Mg + 2 [mMl 9 18 



[CUG1 




tRNA 



Fig. 6D 



7/20 



LINKER (dA) n n=27 n=24 n=21 n=18 
Mg+ 2 [mM] 9 18 9 18 9 18 9 18 




Fig. 6E 



43-P 



-25-P 



Fig. 6F 
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Fig. 6G 




« : t — 43 - p 



Fig. 6H 
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SD 



AUG 



MYC 



LINKER > 



M EQKLISEEDLN 



LP77 



dA 27 dCdC 
"30-P" 



Fig. 7A 




Fig. 7B 



TE 



(NNG/ C ) 27 QLRNSCA 



|POOL#11 



Fig. 7C 



dA 27 dCdC 
"30-P" 
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Fig. 9 
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LANE# 1 2 3 4 5 6 7 8 
iPWITHC-MYCmAb 
RNA124 ft-GLOBIN 
PBS DB PBS PBS DB PBS 
CONTROLS TDS TDS 
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Fig. 12 
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Fig. 13 



LANE# 1 2 3 




Fig. 14 
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Fig. 15B 
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mRNA-f 




Fig. 19 
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Fig. 20 
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Fig. 22 
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25 



Fig. 23 



TEMPLATE 
APPASE 
MYC 




H ^PPASE 1 



CROSS-PRODUCT 



' H MYC f — -** 

Fig. 24 



